(C) The non-cropped blots of the gels in Figure 3B . The input lysates and the FLAG-CAML protein complex purified in Figure 3A were immunoblotted with anti-TRC40 pAb, or anti-WRB pAb. As a negative control for the house-made anti-WRB pAb, the samples were also blotted with the preimmune serum.
(D)
The non-cropped blots of the gels in Figure 3C . Triton X-100 extracts of HEK293 cells were immunoprecipitated with goat anti-CAML pAb or control IgG, followed by immunoblotting with rabbit anti-CAML pAb, anti-TRC40 pAb, and anti-WRB pAb. As negative controls for the house-made rabbit anti-CAML pAb and anti-WRB pAb, the samples were also blotted with the respective preimmune sera. incubated with GST-TRC40 immobilized on glutathione sepharose. After being extensively washed with a buffer containing 20 mM Tris-HCl pH 7.5, 100 mM NaCl, 2 mM MgCl 2 , and 0.1% Triton X-100, the bound proteins were subjected to SDS-PAGE followed by Coomassie Brilliant Blue staining. In addition to full-length CAML-N, the degradation products of CAML-N that lacked the various parts of the cytoplasmic domain from the C terminus were detected, suggesting that the N-terminal parts of the cytoplasmic domain were responsible for binding to TRC40. The black arrow and arrowheads indicates full-length CAML-N and its degradation products, respectively. 
SUPPLEMENTAL EXPERIMENTAL PROCEDURES Recombinant Proteins
A cDNA encoding the cytoplasmic domain of human CAML (1-189 aa) (CAML-N) was subcloned into the pGEX-4T vector (GE Healthcare). CAML-N protein was expressed in Escherichia coli harboring pGEX-4T-CAML-N as a GST-fusion protein, and purified with glutathione sepharose (GE Healthcare). The GST tag was cut off by thrombin digestion, and then CAML-N was further purified by Mono-Q (GE Healthcare) column chromatography. A cDNA encoding the cytoplasmic coiled-coil domain of rat WRB (31-101 aa) (WRB-CC) was subcloned into the pET28a(+) vector (Novagen). WRB-CC protein was expressed in E. coli harboring pET28a(+)-WRB-CC as a hexahistidine-tagged protein, and His-WRB-CC was purified with Ni-agarose (QIAGEN) in accordance with the manufacturer's manual. A cDNA encoding full-length rat TRC40 was subcloned into the pGEX-6P vector (GE Healthcare). TRC40 protein was expressed in E. coli harboring pGEX-6P-TRC40 as a GST-fusion protein, and purified with glutathione sepharose (GE Healthcare).
Antibodies
Antisera were raised in rabbits against GST-CAML-N (1-189 aa) and His-WRB-CC (31-101 aa), respectively. Rabbit anti-CAML pAb was affinity-purified form the antiserum using the antigen column which was prepared by covalently immobilizing GST-CAML-N on NHS-activated sepharose (GE Healthcare). Rabbit anti-WRB pAb was similarly 13 affinity-purified from the antiserum using the His-WRB-CC-immobilized column. Rabbit No. PM022) were purchased from commercial sources.
Mammalian Expression Vectors
A cDNA encoding full-length rat CAML, rat CAML-N (1-188 aa), the C-terminal transmembrane domains of rat CAML (183-296 aa) (CAML-C), full-length human CAML, full-length rat TRC40, or full-length rat WRB was subcloned into the pCMV vector with an N-terminal FLAG tag, an N-terminal HA tag, or an N-terminal T7 tag. For the CAML mutant that abolished binding to TRC40, the four positively charged amino acid residues of human CAML at positions 32-35 (RRRK) were substituted with glutamic acid using QuikChange Lightning site-directed mutagenesis kit (Agilent Technologies). For establishment of stable transformants, a cDNA encoding full-length rat CAML was subcloned into the pCAGIpuro vector with an N-terminal FLAG tag.
Cell Lines
HeLa cells were maintained in DMEM supplemented with 10% fetal bovine serum, 14 penicillin and streptomycin. HEK293 cells were cultured in a collagen-coated dish and maintained in DMEM/F-12 supplemented with 5% fetal bovine serum, penicillin and streptomycin. The HEK293 cell lines stably expressing FLAG-CAML were established as follows. pCAGIpuro-FLAG-CAML was transfected into HEK293 cells with Effectene (QIAGEN). The cells were cultured for 1 day, re-plated, and selected by culturing in the presence of 5 µg/ml puromycin (Sigma).
Immunohistochemistry
Appropriate combinations of the mammalian expression vectors were transfected into the cells cultured on coverslips with Effectene (QIAGEN). Twenty-four hours post-transfection, the cells were fixed in 4% paraformaldehyde and blocked in PBS containing 1% bovine serum albumin for 60 min. After permeabilization with 0.1% Triton X-100 for 15 min, the samples were incubated with primary antibodies, followed by incubation with secondary antibodies conjugated with Alexa Fluor dyes (Invitrogen) for 30 min. After being washed with PBS, they were embedded and viewed using a Carl Zeiss confocal laser scanning microscope (model LSM 510-V3.2) using 60 or 100× objective lenses. Collected data were exported as 8-bit TIFF files and processed using Adobe Photoshop.
Co-immunoprecipitation Analysis
Appropriate combinations of the mammalian expression vectors were transfected into siRNA Knockdown of CAML and WRB Three independent stealth siRNAs (Invitrogen) were designed toward human CAML (5'-CCCAGUCAAGAGGAUGGAAAUACAA-3', 5'-GGAGACAAAUUGGACUCGUU CAUUA-3', and 5'-CAGUACUAACAGCUGCACUUCUAUU-3'). Two hundred picomoles of the stealth siRNA was transfected into HEK293 cells in a 6-cm dish with Lipofectamine 2000 (Invitrogen), and cultured for 2 days to allow depletion of CAML.
Three independent stealth siRNAs (Invitrogen) were designed toward human WRB (5'-GGCUGUCGUGCCGAGUAAAUGGAUA-3', 5'-GGUGUUGGAAU UACCUGUUGGAUUU-3', 5'-UGUUUGGAUGCAAUGUUCUUAGGAU-3'), and transfected into HEK293 cells in the same manner as in the CAML siRNAs.
